Methods
Clinical score. To assess the extent of colitis, body weight, stool consistency and occult blood in the stool were monitored. Diarrhea was scored as follows: 0, normal; 2, loose stools; 4, watery diarrhea. Hemoccult was scored as follows: 0, normal; 2, hemoccult positive; 4, gross bleeding.
Histology. For histological examination, tissues were fixed with 10% formalin in PBS at pH 7.4 and then embedded in paraffin. Sections of 5 µm thickness were prepared and subjected to staining with H&E. The histological findings were evaluated as reported previously 1 . In brief, samples were scored for severity and features of the inflammatory response using a subjective grading scale. Responses were graded as follows: 0, no response; 1, minimal response; 2, mild response; 3, moderate response; and 4, marked response. The total histology score was calculated as the sum of scores, including inflammation, neutrophil, mononuclear cells, edema and epithelial hyperplasia 1 . In addition, the histological degree of colitis was assessed by a histological scoring system as reported previously 2 .
For human skin samples, paraffin-embedded sections were stained with PGE synthase (PTGES), a polyclonal rabbit antihuman antibody (dilution 1:200, Cayman Chemical, Ann Arbor, MI). As a negative control for PTGES, we used an isotype-matched control antibody. Non-specific binding was blocked by addition of 10% goat serum for 30 minutes at room temperature. Afterward, sections were incubated for 1 hour at room temperature with primary antibody followed by incubation with a species-specific Reactive oxygen species measurement. To examine the ROS production, we cultured primary keratinocytes from C57BL/6 mice in 6-well plates and exposed with UVB (30 mJ/cm 2 ) in the presence or absence of NAC (20 mM) and/or 6-AN (250 µM). ROS generation was measured using 2', 7'-dichlorodihydrofluorescin diacetate (Cell Biolabs, San Diego, CA), which was oxidized to fluorescent dichlorodihydrofluorescein in the presence of ROS. Cells were incubated with 10 mM of 2', 7'-dichlorodihydrofluorescin for 60 min, and the reaction was quenched via the addition of the cell lysis buffer provided with the kit. After incubation for 5 min, 150 µl of the mixture was transferred to a new microplate and the fluorescence was read with a fluorometric plate reader.
Statistical analysis. Data were analyzed using an unpaired two-tailed t-test. P< 0.05 was considered to be significant.
